(A) Two independent, endogenously PfH3.3-Ty1 expressing NF54-DCJ P. falciparum parasites clones were selected for var2CSA expression by repeated rounds of var2CSA panning. Successful var gene selection was confirmed via RNA extraction followed by cDNA synthesis and subsequent qPCR using one var2CSA specific primer pair and 10 primers pairs specific for 10 other var genes.
(B) CSA-selected parasites were treated with Blasticidin. This selected for parasites expressing PF3D7_223500 since in this parasite line the PF3D7_223500 promoter drives the expression of the BSD resistance cassette (bsd). Successful var gene switch was confirmed via RNA extraction followed by cDNA synthesis and subsequent qPCR using one specific primer pair for bsd, one specific primer pair for var2CSA and primers pairs specific for 8 other var genes.
